METHODS AND RESULTS
A total of 60 individuals of I. chinensis were collected from three natural populations in Guangdong Province (Heishiding, Fengkai County [HSD] ; Dinghushan, Zhaoqing County [DHS] , and Shimentai, Yingde County [SMT] ; Appendix 1). Genomic DNA was isolated from silica-dried leaves of the individuals using the HiPure SF Plant DNA Kit (Magen, Guangzhou, Guangdong, China) following the manufacturer's protocol. Voucher specimens are deposited at the Herbarium of Sun Yat-sen University (SYS), Guangzhou, Guangdong, China (Appendix 1).
For RNA extraction, young and healthy leaves of an I. chinensis seedling were obtained from the Heishiding Nature Reserve, Guangdong Province, and transported to the laboratory in liquid nitrogen. Total RNA was extracted by using a modified cetyltrimethylammonium bromide (CTAB) method (Fu et al., 2005) . Subsequently, the integral cDNA libraries were constructed for sequencing using the Illumina HiSeq 2500 System (Illumina, San Diego, California, USA). Using Trinity (trinityrnaseq-2.1.1) with the default parameters (Grabherr et al., 2011) , 90,263 nucleotide paired-end reads were generated. All sequence information has been deposited in the National Center for Biotechnology Information (NCBI) Sequence Read Archive (accession no. SRR6067069). The transcripts, with further processing and filtering by CAP3 (minimum identity = 99%), yielded a set of 80,181 nonredundant sequences with an average length of 600.48 bp and an N50 length of 860 bp (Huang and Madan, 1999) . Simple sequence repeats (SSRs) from the unigenes were detected using MISA version 1.0 with the default parameters (Thiel et al., 2003) . We screened for SSRs containing motifs of two to six nucleotides with the minimum number of repeats as follows: six for dinucleotide and five for trinucleotide, tetranucleotide, pentanucleotide, and hexanucleotide. Finally, 23,363 SSR regions were selected, and 36 of them were chosen at random to develop primers using Primer3 (Rozen and Skaletsky, 1999) . The optimum conditions were set at: primer length of 22-25 bp, annealing temperature of 60-65°C, and product size range of 100-500 bp.
For trial PCR, three individuals were randomly selected from each population (i.e., total of nine samples) for tests on the amplification of the 36 primer pairs. PCR amplifications were performed on a 2720 Thermal Cycler (Applied Bio systems, Foster City, California, USA) under the following conditions: initial denaturation was at 94°C for 4 min; followed by 30 cycles at 94°C for 30 s, then annealing at 62°C for 45 s, and 72°C for 30 s; with a final extension of 5 min at 72°C. PCR products were visualized on 6% polyacrylamide gel with a 10-bp DNA ladder (TransGen Biotech Co., Beijing, China). Of the 36 primer pairs, 20 did not amplify at all, and 16 produced PCR products with clear and polymorphic bands among the nine individuals.
The sequences of the SSR regions were deposited in GenBank (Table 1 ).
To further evaluate the level of polymorphism of the SSR markers, genotyping was performed on all individuals of I. chinensis. PCR amplifications were performed in a final volume of 20 μL, containing 20 ng of genomic DNA, 1× PCR buffer (10 mM Tris-HCl [pH 8.4] and 1.5 mM MgCl 2 ; TransGen Biotech Co.), 0.2 mM dNTPs (TransGen Biotech Co.), 0.5 μM of each primer (5′ labeled with FAM or HEX) (Life Technologies, Shanghai, China), and 1 unit EasyTaq DNA polymerase (TransGen Biotech Co.). The PCR reactions were carried out on a 2720 Thermal Cycler (Applied Biosystems) under the same conditions as the trial PCR. PCR products were analyzed on an ABI 3730XL DNA analyzer (Applied Biosystems) and resolved with the GeneScan 500 LIZ internal size standard (Applied Biosystems). The peaks of the loci were read using Peak Scanner version 1.0 (Applied Biosystems). Basic statistical parameters, including the number of alleles, observed heterozygosity, unbiased expected heterozygosity, and fixation index, were obtained using GenAlEx version 6.5 (Peakall and Smouse, 2012) . Deviations from Hardy-Weinberg equilibrium (HWE) at each locus in each population were estimated using GENEPOP version 4.3 (Rousset, 2008) . MICRO-CHECKER (van Oosterhout et al., 2004) was employed for testing scoring errors and null alleles. 
